Transforming growth factor beta-1 (TGF-β1) plays a critical role in progression of cardiac fibrosis, which may involve intracellular calcium change. We examined effects of efonidipine, a dual T-type and L-type calcium channel blocker (CCB), on TGF-β1-induced fibrotic changes in neonatal rat cardiac fibroblast. T-type and L-type calcium channel mRNAs were highly expressed in cultured cardiac fibroblasts. TGF-β1 (5 ng/mL) significantly increased Smad2 phosphorylation and [ 3 H]-leucine incorporation, which were attenuated by pretreatment with efonidipine (10 μM). Neither R(−)efonidipine (10 μM), selective T-type CCB, nor nifedipine (10 μM), selective L-type CCB, efficaciously inhibited both TGF-β1-induced Smad2 phosphorylation and [ 3 H]-leucine incorporation. However, both were markedly attenuated by combination of R(−)efonidipine and nifedipine, EDTA, or calcium-free medium. Pretreatment with Smad2 siRNA significantly attenuated [ 3 H]-leucine incorporation induced by TGF-β1. These data suggest that efonidipine elicits inhibitory effects on TGF-β1-and Smad2-dependent protein synthesis through both T-type and L-type calcium channel-blocking actions in cardiac fibroblasts.
Introduction
Cardiac fibrosis is induced by concomitant increased biosynthesis of proteins, such as extracellular matrix components (1) . Cardiac fibroblasts, the most numerous cell type in the heart (2) , are a major factor in the pathogenesis of cardiac fibrosis (3) . Several lines of evidence pointed to transforming growth factor beta-1 (TGF-β1) having a crucial role in the myocardial remodeling process, particularly in cardiac fibrosis (4 -6) . In addition, TGF-β1, as a multifunctional peptide, plays an important role in regulation of numerous physiological and pathophysiological processes, including cell proliferation, differentiation, apoptosis, early embryonic development, and extracellular matrix protein synthesis in cardiac fibroblasts (7) . The best-defined signaling pathways of TGF-β1 are through Smad family members, including Smad2 and Smad3 (8) . However, little is known about how TGF-β1 induces fibrotic change via Smad2 in cardiac fibroblasts.
Calcium channel blockers (CCBs) are widely used for treatment of hypertension. Cardioprotective effects of CCBs are mainly explained by a hemodynamic mechanism, while their non-hemodynamic cardioprotective effects remain controversial. In vitro studies have indicated that intracellular Ca 2+ signaling is an important second messenger of the TGF-β1 signal transduction pathway (9) . Akiyama-Uchida et al. (1) showed that Ltype CCBs partially inhibited TGF-β1-induced cardiac fibrosis; this beneficial effect may mediated by suppression of cardiac hypertrophy through non-hemodynamic mechanisms. Several classes of voltage-gated calcium channels, including L-type, N-type, and T-type calcium channels have been identified in the heart (10) . However, the roles of these calcium channels in TGF-β1-induced cardiac fibrosis are as yet unclear.
During past years, L-type CCBs were the most commonly used type of CCB. Less attention had been paid to the other subtypes of calcium channels such as the T-type calcium channel. In contrast to the L-type calcium channel, the T-type calcium channel has been previously described in embryonic ventricular cells (11) and downregulated in normal adult cardiac ventricles (12) . Under pathological conditions such as pressure-overload cardiac hypertrophy, myocardial infarction, and heart failure, T-type calcium channels have been reported to be reexpressed in the ventricle (8, 13, 14) . Furthermore, some evidence of cardioprotective effects of efonidipine, a dual L-type and T-type CCB, has also been seen in patients with essential hypertension (15) . Therefore, we examined the effect of efonidipine, R(−)efonidipine, a selective T-type CCB, and nifedipine, a selective L-type CCB, on the TGF-β1-Smad signaling pathway in cardiac fibroblasts.
Materials and Methods

Cell culture
Cardiac fibroblasts were isolated from left ventricles of 5-day-old Sprague-Dawley rats, as previously described (16) . In brief, hearts were harvested and minced in ADS buffer (116 mM NaCl, 20 mM HEPES, 9.4 mM NaH 2 PO 4 , 5.5 mM glucose, 5.4 mM KCl, 0.4 mM MgSO 4 , pH 7.4). The left ventricular tissue was digested at 37°C with collagenase type II in sterile ADS buffer for 10 min. The digestion was repeated five times. Then cardiac fibroblasts were purified from contaminating cardiac myocytes using a Percoll gradient centrifugation (GE Healthcare, Buckinghamshire, UK). Finally, cardiac fibroblasts were resuspended and cultured in Dulbecco's modified Eagle's medium (DMEM; Sigma-Aldrich, St. Louis, MO, USA) containing 10% fetal bovine serum (FBS; HyClone, Logan, UT, USA) and penicillin (100 U/ mL; Life Technologies, Carlsbad, CA, USA) maintained at 37°C under 5% CO 2 in a humidified incubator. Passages 2 -4 were used for the experiment.
Western blot analysis
Whole-cell lysates were collected in lysis buffer, and total protein content was determined by Bradford protein assay, as previously described (17) . Equal amounts of protein samples were separated by SDS-PAGE and immunoblotted with appropriate anti-phospho-Smad2, anti-Smad2 antibodies (Cell Signaling Technology, Danvers, MA, USA). Protein bands were transferred to a PVDF membrane using standard techniques and visualized with an ECL plus system (GE Healthcare). Band intensities were quantified by densitometry of the immunoblots using NIH ImageJ software.
RT-PCR
For real-time RT-PCR analysis, total RNAs were extracted using ISOGEN (Nippon Gene, Tokyo); cDNA (from 1 μg RNA) was synthesized as described previously (18) . The mRNA expression was analyzed using a Light Cycler Fast Start DNA Master SYBR Green I kit (Applied Biosystems, Foster City, CA, USA). The primer sequences of the calcium channels were as follows: Ltype forward: 5′-GATGCGGGTGCTGAAGCTAG-3′, reverse: 5′-TGACAGGCAGCTGAATACAG-3′; and T-type forward: 5′-AGACGTGCTGTACTGGATGC-3′, reverse: 5′-CACTTCTGTGAGCCAGTGAG-3′.
[ 3 H]-Leucine incorporation
Total protein synthesis was assessed by measurement of [ 3 H]-leucine incorporation (17) . Quiescent cardiac fibroblasts cultured in 6-well plates were treated with or without TGF-β1 containing 1 μCi/mL [ 3 H]-leucine for 24 h. The radioactivity of the cell lysates was determined using a liquid scintillation counter.
Rat Smad2 siRNA
Transfection of cardiac fibroblasts with siRNA was performed as previously described (18) . The silencer pre-designed siRNAs against Smad2 (Life Technologies) were synthesized according to rat-specific sequences. As a negative control, a non-targeting scrambled siRNA (control siRNA) was used (Life Technologies). Cardiac fibroblasts were transfected with Lipofectamine 2000 (Life Technologies) in suspension with 50 nM Smad2 siRNA for 8 h.
Statistical analyses
Results are expressed as the mean ± S.E.M. Statistical significance was assessed using one way analysis of variance (ANOVA) followed by Tukey's test. Student's t-tests were performed to compare the means when the experimental design contained two individual groups. A value of P < 0.05 was considered to be statistically significant.
Results
Effect of TGF-β1 on Smad2 phosphorylation
We first investigated TGF-β1-induced Smad2 phosphorylation. The TGF-β1 (5 ng/mL) significantly induced Smad2 phosphorylation in a time-dependent manner in cardiac fibroblasts, peaking 30 min after adding TGF-β1 and remaining phosphorylated for at least 60 min ( Fig.  1A , n = 6, P < 0.05). To determine the optimal dose for TGF-β1-induced Smad2 phosphorylation, cardiac fibroblasts were treated with increasing concentrations of TGF-β1 for 30 min. TGF-β1 significantly stimulated Smad2 phosphorylation in a concentration-dependent manner ( Fig. 1B , n = 6, P < 0.05).
Expression of T-type and L-type calcium channels in cardiac fibroblasts
Skeletal muscle and left ventricles were used as positive controls separately for T-type and L-type calcium channels. T-type calcium channels reportedly contribute to electrical activity in the early-stage embryonic heart and reappear in the ventricle under pathological conditions (19) . Expression of L-type calcium channels in the ventricle are well established in many species (10) . RT-PCR demonstrated that mRNA from both T-type and Ltype calcium channels were highly expressed in cultured cardiac fibroblasts compared to positive controls ( Fig. 2 : A and B). In addition, incubation with TGF-β1 (5 ng/ mL) for 24 h did not cause any significant changes in mRNA expression of T-type or L-type calcium channel in cardiac fibroblasts ( Fig. 2 : C and D).
Effect of CCBs on TGF-β1-induced Smad2 phosphorylation
We determined the roles of calcium channel in TGF-β1-induced Smad2 phosphorylation. Pretreatment with efonidipine (10 μM, 30 min) significantly suppressed the TGF-β1 (5 ng/mL, 30 min)-induced Smad2 phosphorylation ( Fig. 3A , n = 6, P < 0.05). R(−)efonidipine (10 μM), an isomer of efonidipine that inhibits only the T-type calcium channel (20) , partially inhibited TGF-β1-induced Smad2 phosphorylation ( Fig. 3B , n = 6). Similar results were observed in pretreatment with nifedipine (10 μM), a selective L-type CCB (Fig. 3B , n = 6). Meanwhile, combination treatment with R(−)efonidipine (10 μM) and nifedipine (10 μM) exerted significant inhibitory effect on TGF-β1-induced Smad2 phosphorylation in cardiac fibroblasts ( Fig. 3C , n = 6, P < 0.05). In addition, TGF-β1 also failed to phosphorylate Smad2 in calcium-free medium (DMEM, Life Technologies) ( Fig. 3B, n = 6 ). However, TGF-β1-induced Smad2 phosphorylation was not inhibited by Y27632 (1 μM), a Rho kinase inhibitor; wortmannin (100 nM), a phosphatidylinositol-3-kinase (PI3K) inhibitor (Fig. 3D , n = 6); or PD98059 (30 μM), a mitogen-activated protein kinase (MAPK) kinase inhibitor ( Fig. 3E , n = 6).
Effect of TGF-β1, R(−)efonidipine, and nifedipine on protein synthesis
TGF-β1 is involved in collagen synthesis via Smad phosphorylation in various cell types (21, 22) . We therefore measured [ 3 H]-leucine incorporation as an index of protein synthesis. Treatment with TGF-β1 (5 ng/mL, 24 h) significantly increased [ 3 H]-leucine incorporation in cardiac fibroblasts (Fig. 4A , n = 6, P < 0.05). This effect was abolished in calcium-free medium or EDTA and reversed by neither R(−)efonidipine (10 μM) nor nifedipine (10 μM) (Fig. 4A, n = 6 ). Combination treatment with R(−)efonidipine and nifedipine exerted complete attenuation of TGF-β1-induced leucine incorporation (Fig. 4B , n = 6).
Involvement of Smad2 in TGF-β1-induced protein synthesis
To elucidate the possible role of Smad2 in TGF-β1induced protein synthesis, we knocked down Smad2 using siRNA (Fig. 5A ). Reduction in Smad2 protein levels significantly abolished TGF-β1-induced [ 3 H]leucine incorporation in cardiac fibroblasts (Fig. 5B , n = 6, P < 0.05). These results suggest that TGF-β1induced protein synthesis is dependent on activation of Smad2.
Discussion
Calcium channel blockers are indicated to have cardioprotective effects. In the present study, TGF-β1 significantly increased protein synthesis partially through the Smad2-dependent pathway in cardiac fibroblasts. This signaling pathway was inhibited by efonidipine, and by the combination of R(−)efonidipine and nifedipine. However, R(−)efonidipine or nifedipine monotherapy is not efficacious to abolish Smad2 phosphorylation as well as protein synthesis induced by TGF-β1. We also found that TGF-β1 failed to increase Smad2 phosphorylation and [ 3 H]-leucine incorporation in calcium-free medium or EDTA. In addition, Smad2 siRNA prevented TGF-β1-induced protein synthesis, suggesting that TGF-β1induced cellular protein synthesis is dependent on activation of Smad2 in cardiac fibroblasts, which may lead to cardiac fibrosis. These data indicate that the combined effects of T-type and L-type calcium channels play an essential role in TGF-β1-and Smad2-dependent cardiac fibrosis. Thus, our data also suggest a novel therapeutic benefit of efonidipine on cardiac fibrosis during the development of heart failure.
Smad proteins are thought to play crucial roles in mediating intracellular responses to TGF-β1 and related factors. The canonical pathway can be summarized as follows: Smad proteins, such as Smad2 and Smad3, are activated by TGF-β1 receptors and then translocated to the nucleus, where they regulate transcription, further modifying multiple cell functions, including hypertrophy and proliferation. Indeed, our data showed TGF-β1 to induce Smad2 phosphorylation and subsequent protein synthesis in cardiac fibroblasts. The TGF-β1 receptor also activates Smad-independent pathways (23) . Rho GTPase, and PI3K/Akt pathways (24, 25) . However, the present results showed that inhibitors of extracellularsignal regulated kinase, Rho kinase, and PI3K failed to attenuate TGF-β1-induced Smad2 phosphorylation, indicating that TGF-β1-induced activation of Smad2 in cardiac fibroblasts is independent of MAPK-, Rhokinase-, and PI3K-dependent pathways. Although efonidipine partially but significant inhibited Smad phosphorylation, leucine incorporation was completely inhibited. This discrepancy suggests that TGF-β1-induced leucine incorporation was largely, but not totally, dependent on Smad2 activation. Other calcium-dependent signaling pathways may be involved in this process. However, the precise mechanism needs to be further elucidated. T-type calcium channels have been identified as three different subtypes of genes encoding α1 subunits: Cav3.1 (α1G), Cav3.2 (α1H), and Cav3.3 (α1I) (20, 26, 27) . These subunits are expressed in hearts of adult humans (20, 27) , mice (28) , and rats (29) . Accumulating evidence indicated that T-type calcium channel could be a novel therapeutic target for the treatment of various cardiovascular disorders such as heart failure, arrhythmia, and hypertension (30, 31) . In this study, we found that Cav3.1 was highly expressed in cardiac fibroblasts, indicating that the T-type calcium channel was expressed in cultured cardiac fibroblasts. Efonidipine, a derivative of dihydropyridine, has a unique pharmacological profile, characterized by blockade of both T-type and L-type calcium channels. Efonidipine is a mixture of R(−) and S(+) isomers, whereas R(−)efonidipine only preferentially blocks T-type calcium channels (32) . Our results suggest that activation of both T-type and L-type calcium channels are needed for TGF-β1-induced protein synthesis in cardiac fibroblasts through the Smad2-dependent pathway. We also observed similar inhibitory effects in calcium-free medium. These results imply that this inhibitory effect is due to reduction of calcium influx, which is thought to trigger increasing intracellular calcium. This intracellular calcium change may affect some calciumdependent protein kinase, which in turn modulates activity of Smad protein, as well as downstream factors leading to protein synthesis.
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Control
Cardioprotective effects of efonidipine were clarified by several in vivo experiments. Suzuki et al. have clearly demonstrated that efonidipine brought significant improvement of cardiac function in cardiomyopathic hamsters (33) . The strong cardioprotective effect of efonidipine in rats has also been reported by Morimoto et al. (34) . In addition, inhibition on TGF-β1 associated fibrotic change by efonidipine has been reported in another study (35) . These cardioprotective effects were thought largely attributed to the T-type calcium channel-blocking action for heart rate control and anti-arrhythmia. Although numerous in vivo and in vitro studies have clarified the cardioprotective effect of efonidipine, only sparse support from clinical research has been reported. Efonidipine shows some additional cardioprotective effect compared with amoldipine, an L-type CCB (36). Almendral et al. reported a possible role of TGF-β1 in the process of cardiac remodeling in hypertensive patients (37) . In addition, efonidipine was suggested to improve cardiac function and prevent heart failure (38) . Long-term treatment with efonidipine significant decreased left ventricular mass index in essential hypertensive patients (15) . However, clinical trials, which focus on cardiac fibrosis and heart failure, are needed to reveal the beneficial effects of T-type and L-type calcium channel inhibition in hypertensive patients with heart failure.
In conclusion, the present findings show that TGF-β1 induces protein synthesis in cardiac fibroblasts via a Smad2-dependent pathway. Our data also indicate that activation of both T-type and L-type calcium channel are needed to activate these signaling pathways. These findings offer a strong basis for clarifying the molecular mechanisms of cardiac fibrosis in hypertensive patients who are treated with the T-type and L-type dual CCB efonidipine.
